Male mice were treated with 10 \g=m\g of oestradiol for 5 days in order to study the 
Bowman 1972), the oestradiol action on the metabolism of HA still remains obscure. The ability of oestradiol to increase HA production by fibroblasts has been noted (Ozzello 1964) ; however, the cellular and subcellular sites of action of oestrogens in skin are little understood (Stumpf et al. 1974) . There¬ fore, a study was undertaken to elucidate further the effect of oestradiol on the metabolism of glycosaminoglycans (GAG) as well as glycoproteins (GP) and to determine whether oestrogen is specifically bound to the cytosol in skin cells.
MATERIALS AND METHODS
Male dd/Y mice, weighing [20] [21] [22] [23] [24] [25] (1965) . Briefly, samples (the sodium form of GAG) were applied on a column (0.5 x 9 cm) of the resin, 200 to 400 mesh, Cl~form and elution was carried out successively with solution containing NaCl at 0.5 and 3.0 m. After dialysis to remove salt and con¬ centration to small volume, the GAG in each fraction was precipitated with CPC and finally with ethanol to remove CPC and NaCl. It has been shown that the 0.5 and 3.0 M fractions obtained from skins and other tissues using this procedure correspond to HA and s-GAG, respectively when electrophoresed on cellulose-acetate strips (Seno et al. 1970) .
Hexosamine was determined by a modification of the Elson-Morgan reaction (Gatt Se Berman 1966) . Radioactivity was measured by a liquid scintillation counter (Aloka model LSC-502) with dioxane scintillation liquid consisting of 4 g of PPO, 0.4 g of dimethyl-POPOP, 100 g of naphthalene, 750 ml of dioxane, 150 ml of toluene and 100 ml of methylcellusolve.
For the determination of oestradiol bound in the cytosol, skin was excised from the back of intact male mice. The minced tissue was homogenized with a VirTis "45" (VirTis Co., Inc.) in 10 mil Tris-1.5 mM EDTA buffer (pH 7.4) at 0-4°C, then with an all-glass homogenizer. The homogenate was then centrifuged at 105 000 x g for 90 min at 4°C. The supernatant (cytosol) was analyzed for protein (Lowry 8c Randall 1951) , hexosamine (Newhaus & Letzring 1957) and DNA (Giles Se Myers 1965 (Sobel et al. 1965; Grosman et al. 1971; Sobel 8c Bowman 1972) . Our data also indicate a slight stimulation of glycoprotein by oestrogens. However, the present investigation makes it clear that the stimulation of HA synthesis by oestrogen in this mouse strain is far more specific and pronounced than previously shown. In contrast, Grosman et al. (1971) , using the same concentration of steroid, found a 5.4-fold increase of HA; our results show an 11-fold increase.
In the experiments reported here, the increase in radioactive HA by oestro¬ gen was attributed to increased synthesis, but oestrogen may also inhibit the degradation of HA, since the increase in radioactivity of HA is much lower than the content of HA after administration of the steroid (3-fold vs. 11-fold). This is further reflected in a decrease in specific radioactivity of HA in oestro¬ gen-treated animals where a dilution of HA radioactivity has occurred due to an increase in the pool size of this macromolecule. Further work is needed to establish this effect of oestrogen on HA.
It is noteworthy that under our experimental conditions, the specific radio¬ activity of HA in untreated control mice is slightly lower than that of s-GAG, which shows that s-GAG have a faster turnover rate compared to HA. Simi¬ lar results were observed by others for GAG synthesis in neonatal rat skin (Hardingham 8c (Goodman 8c Hazelwood 1974). Moreover, in our previous paper (Bashey 8c Fleischmajer 1974), we showed that insulin stimulated HA synthesis in 10-day embryonic chick skin.
